. PLK-1/Plk1 phosphorylation on the T loop is strictly dependent on Aurora A. (A) Western blot showing the result of the kinase assay of MBP-SPAT-1 by CyclinB/Cdk1 in the presence of the Cdk1 inhibitor RO-3306. CyclinB/Cdk1 was incubated with 500 nM R0-3306 (15 min at 30°C) and then with MBP-SPAT-1 in the presence of ATP (30 min at 30°C). Samples were separated by SDS-PAGE, and blots were probed with MBP (top) and anti-pS/T Cdk1 (bottom) antibodies. The value at the bottom is the pSPAT-1/MBP-SPAT-1 signal ratio. (B) Flow chart of the approach used to test the specificity of human Aurora A toward the T loop of PLK-1/Plk1. MBP-SPAT-1 or MBP-Bora was phosphorylated by CyclinB/Cdk1 40 min at 30°C and then incubated with PLK-1, in the presence or the absence of human Aurora A and with or without the Cdk1 inhibitor R0-3306. Micrographs of adult worms of the indicated genotypes analyzed by DIC microscopy. The percentage of sterile animals for each genotype is indicated at the bottom right of each image. Bar, 100 µm. spat-1(tm3061) mutants are sterile with a protruding vulva (arrow). (E) Western blot analysis of embryonic extracts of the indicated genotypes using SPAT-1 (top) and Tubulin (bottom) antibodies. Note that a shorter SPAT-1 form was produced in spat-1(tm3060) mutant (SPAT-1 80). Worm extracts from the indicated genotypes were separated by SDS-PAGE and immunoblotted with SPAT-1 (top) and Tubulin (bottom) antibodies. 
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